Background: Although a large number of studies on heart failure with reduced ejection fraction (HFrEF) have found that anemia and renal dysfunction (RD) independently predicted poor outcomes, there are still few reports on patients with heart failure with preserved ejection fraction (HFpEF). Methods: Clinical data of HFpEF patients registered in the China National Heart Failure Registration Study (CN-HF) were evaluated and the clinical features of patients with or without anemia/RD were compared to explore the impact of anemia and RD on all-cause mortality and all-cause re-hospitalization. Results: 1604 patients with HFpEF were enrolled, the prevalence of anemia was 51.0%. Although anemia was associated with increased risk of all-cause mortality and all-cause re-hospitalization in univariate COX regression (p b 0.05), multivariate COX model confirmed that anemia was not independently associated with all-cause mortality [hazard ratio (HR) 1.14, 95% confidence interval (CI) 0.85-1.52, p = 0.386] and all-cause re-hospitalization (HR 1.13, 95% CI 0.96-1.33, p = 0.152). Similarly, RD was not an independent predictor of all-cause mortality (HR 1.18, 95% CI 0.88-1.57, p = 0.269) and all-cause re-hospitalization (HR 0.94, 95% CI 0.79-1.12, p = 0.488) as assessed in the adjusted COX regression model. The interaction between RD and anemia on end-points events was also not statistically significant. However, anemia was associated with increased all-cause rehospitalization in patients with New York Heart Association (NYHA) class III-IV. Conclusions: In patients with HFpEF from CN-HF registry, anemia was common, but was not an independent predictor of all-cause mortality and all-cause re-hospitalization, except for the all-cause re-hospitalization in patients with NYHA class III-IV. Clinical Trial Registration: http://www.clinicaltrials.gov/ct2/home; ID: NCT02079428.
Introduction
Heart failure (HF) is the severe and end-stage of many cardiovascular diseases, anemia and renal dysfunction (RD) are common comorbidities of HF [1] . The prevalence of anemia in HF patients is approximately 4%-58%, varies widely in different regions and is associated with poor prognosis [2] [3] [4] [5] . A large number of studies on heart failure with reduced ejection fraction (HFrEF) have found that anemia and RD independently predicted a worse outcome, and intravenous iron supplementation can improve cardiac function, quality of life and outcome of HF [5, 6] .
Heart failure with preserved ejection fraction (HFpEF) has received intensive research attention in recent years, the proportion of HFpEF is as high as 22%-73% in HF patients [5] . It was shown that the prevalence of anemia was similar in patients with HFrEF and HFpEF [7, 8] . However, the prognostic information of coexisting anemia and RD in patients with HFpEF is poorly described. In this study, it was sought to determine the association between RD and anemia in patients with HFpEF enrolled in the prospective, multicenter China National Heart Failure Registration Study (CN-HF).
Methods

Study population
We used the data from CN-HF (ID: NCT02079428). CN-HF, sponsored by Ministry of Science and Technology of the People's Republic of China, was a nationwide, hospital-based, multicenter, prospective registry study. This cohort consisted of 7171 HF patients enrolled from 45 hospitals across nine regions in China. Inclusion criteria for CN-HF studies were: (1) Patients discharged from the Department of Cardiology or Cardiovascular; (2) HF was included in the discharge diagnosis or dead diagnosis during hospitalization; (3) Informed consent form was given. Exclusion criteria were: (1) Patients who did not agree to sign an informed consent form; (2) Patients who had participated in the study during the previous hospitalization. Data from the eligible patients were obtained from medical records as well as from face-to-face interviews. All data were recorded in standardized case report forms (CRFs), which were completed before hospital discharge. This recorded information included mainly history and physical examination, diagnostic tests (biomarkers, noninvasive cardiac imaging, invasive evaluation when applicable), treatment (pharmacological treatment, device), in-hospital outcome, follow-up and long-term outcome. Of about 200 variables, 67 variables were mandatory while others were optional.
The study conformed to the Helsinki Declaration and approved by all participating hospital ethics committees.
Definition of HFpEF
HFpEF was defined by the criteria from Chinese guidelines for the diagnosis and treatment of heart failure 2014 [9] , composing the presence of 4 of the following components: (1) Heart failure symptoms and signs;
(2) left ventricular ejection fraction (LVEF) ≥50%; (3) Normal-sized left ventricle: left ventricular diastolic dimension (LVDD) b60 mm or b 97 ml/m 2 ; and one of the following echocardiographic parameters: a. Left ventricular hypertrophy: N115 g/m 2 for men or N 95 g/m 2 for women; b. Left atrial enlargement: N40 mm or N 34 ml/m 2 ; c. Tissue Doppler-verified diastolic dysfunction; (4) Exclusion of valvular heart disease, pericardial disease, hypertrophic cardiomyopathy, or restrictive cardiomyopathy.
Data collection
Records from all potential HFpEF hospitalizations were obtained from CN-HF main database. The demographic data, comorbidities, physical examination, laboratory indicators, echocardiography, current medication and clinical outcomes were analyzed. Among them, physical examination, laboratory indicators and echocardiography resulted from admission examinations, the comorbidities specifically included the previous medical history and the first diagnosis by the clinician after admission, atrial fibrillation (AF) included a history of previous AF or AF confirmed by electrocardiography after admission.
Estimated glomerular filtration rate (eGFR) was calculated according to the Modification of Diet in Renal Disease (MDRD) equations [10] , eGFR (ml·min −1 ·1.73 m −2 ) = 186 × (creatinine) − 1.154 × (age) − 0.203 × (female × 0.742). RD was defined by an eGFR b 60 ml·min −1 ·1.73 m −2 at admission, and anemia was defined as hemoglobin (Hb) b 130 g/l in males and b120 g/l in females according to the World Health Organization criteria (WHO) [11] .
The CN-HF study cohort patients were followed up for at least 3 years after discharge by telephone or outpatient visits every 3-6 month. In this study, our study sample was 1604 patients, after excluding baseline patients who did not meet the HFpEF diagnosis and died during hospitalization ( Fig. 1 ).
Statistical methods
We described the prevalence of anemia in HFpEF patients, compared the baseline characteristics of patients with anemia and those with nonanemia, and analyzed the impact of anemia and RD on all-cause mortality and all-cause re-hospitalization. Then, the patients were divided into the following four groups: patients with neither anemia nor renal dysfunction (Anemia-RD-), patients with anemia but no renal dysfunction (Anemia+RD−), patients with renal dysfunction but no anemia (Anemia-RD+), patients with both anemia and renal dysfunction (Anemia +RD+) to further analyze the impacts of anemia and renal dysfunction interactions on the outcomes. In addition, we also performed a subgroup analysis of NYHA class.
Summary statistics (means, SDs, median, interquartile range and proportions) were used to characterize the study population as appropriate. Student's t-test or Mann-Whitney U test were used to compare the continuous variables whereas chi-square test or Fisher's exact test were used to compare the categorical date. Kaplan-Meier curves and log-rank test were used to describe time to events and compare the outcomes. Multivariable COX proportional hazard regression model was performed to assess the hazard ratio (HR) of all-cause mortality associated with anemia and RD, and the following covariates were included in the model: baseline age, gender, hypertension, diabetes mellitus, myocardial infarction, hyperlipidemia, atrial fibrillation, heart rate, systolic blood pressure, diastolic blood pressure, NYHA classes, LVEF, eGFR b 60 ml·min −1 ·1.73 m −2 , serum sodium, serum potassium, serum total cholesterol (TC), high density lipoprotein cholesterol (HDL), low density lipoprotein cholesterol (LDL), triglyceride (TG), brain natriuretic peptide (BNP)/N-terminal pro-brain natriuretic peptide (NT-proBNP), use of angiotensin converting enzyme inhibitors (ACEI)/angiotensin receptor blockers (ARB), beta-blockers, digital, mineralocorticoid receptor antagonist (MRA), nitrates, stain, aspirin, traditional Chinese medicine and anticoagulant therapy. Statistical analyses were performed using SPSS 23.0. Two-tailed p b 0.05 were considered to indicate statistical significance.
Results
Of the 1604 patients, 818 (51.0%) patients were diagnosed as anemia. Patients with anemia were older, had higher NYHA class and higher levels of serum potassium and NT-proBNP, were more likely to receive MRAs and Nitrates; while fewer smokers and drinkers, lower heart rate and diastolic blood pressure (DBP), lower eGFR, lower serum level of LDL and TG, less comorbidity of hyperlipidemia, and less use of ACEIs/ARBs, stain and aspirin as compared to patients without anemia (Table 1) .
1416 (88.3%) patients completed the endpoint follow-up. The median follow-up duration was 33.9 months (interquartile range 23.1--40.8 months), incidence of death (17.5% vs. 10.6%) and rehospitalization (44.9% vs. 37.7%) was higher in anemia group than in non-anemia group. Univariate COX proportional regression showed that anemia (HR 1.74, 95% CI 1.33-2.28, p b 0.001) and RD (HR 1.76, 95% CI 1.36-2.29, p b 0.001) were significantly associated with increased all-cause mortality risk, however, after adjustment for baseline age, heart rate, serum sodium, serum potassium, TC, HDL, LDL, TG, NYHA class, BNP/NT-proBNP, ACEI/ARB, digital, MRA, stain and aspirin, multivariate COX model found that anemia and renal function were not independent predictors of all-cause mortality risk ( Table 2) . When analyzing the risk factors for all-cause re-hospitalization, univariate Cox regression indicated that the HR associated with anemia was 1.27 (95%CI 1.09-1.47, p = 0.003), and the HR associated with RD was 1.17 (95%CI 0.99-1.36, p = 0.054); similarly, the adjusted multivariate Cox regression showed that anemia (HR 1.13, 95% CI 0.96-1.33, p = 0.152) and RD (HR 0.94, 95% CI 0.79-1.12, p = 0.488) were not statistically associated with all-cause re-hospitalization risk.
There were 596 (37.2%) patients in the Anemia−RD− group, 446 (27.8%) in the Anemia+RD− group, 190 (11.8%) in the Anemia−RD+ group and 372 (23.2%) patients in the Anemia+RD+ group. Kaplan-Meier survival curves and log-rank test showed a significant difference both in all-cause mortality (p b 0.001) and in all-cause rehospitalization (p = 0.011) among the four groups (Fig. 2) . Compared with the reference group (Anemia+RD+), the adjusted HR in the Anemia−RD− group, Anemia+RD− group and Anemia−RD+ group for all-cause mortality were 0.74 (95% CI 0.50-1.08, p = 0.121), 0.92 (95% CI 0.65-1.31, p = 0.640) and 1.00 (95% CI 0.65-1.54, p = 1.000); the HR in the Anemia−RD− group, Anemia+RD− group and Anemia −RD+ group for all-cause re-hospitalization risk were 0.94 (95% CI 0.76-1.17, p = 0.567), 1.02 (95% CI 0.82-1.26, p = 0.872) and 0.82 (95% CI 0.63-1.09, p = 0.170) ( Table 3) .
When the association was examined after stratifying by NYHA class (NYHA I-II/NYHA III-IV), incidence of death was 8.3% and rehospitalization was 34.8% in NYHA class I-II group, and 19.2% and 47.2% in NYHA class III-IV group, respectively. Anemia was an independent predictor of risk for all-cause re-hospitalization (HR 1.32, 95% CI 1.07-1.65, p = 0.011) in patients with NYHA class III-IV, but not in patients with NYHA class I-II.
Discussion
This study showed that the prevalence of anemia in HFpEF patients was 51.0% in CN-HF registry, and anemia was not independently associated with all-cause mortality and all-cause re-hospitalization, except for the all-cause re-hospitalization in NYHA class III-IV patients.
The prevalence of anemia in HFpEF patients varies greatly from 15.0% to 79.0% in different reports of different region, different study population, different LVEF and different diagnostic criteria of anemia [2, [12] [13] [14] [15] [16] [17] [18] [19] [20] (Table 4 ). The prevalence of anemia in this study was roughly consistent with previous studies. The impact of anemia on clinical outcomes in patients with HFpEF has been investigated in previous studies. Brucks et al. [21] showed that anemia did not significantly reduce the survival (p = 0.09) in 137 patients with diastolic heart failure (LVEF ≥ 50%). The Italian Acute Heart Failure Survey (IS-AHF) found that anemia (Hb b 120 g/l) did not significantly increase the all-cause mortality during hospitalization in patients with HFpEF (p = 0.08) [17] . The ESC-HF Pilot Survey also concluded that anemia was not an independent predictor of all-cause death and the composite of all-cause death and re-hospitalization for HF at 1 year [22] .
However, controversial results were reported by other research groups. Felker GM et al. [18] reported for the first time that anemia was an independent predictor of all-cause mortality in 3093 patients with HFpEF (LVEF N 40%) at Duke University Medical Center in the United States. A retrospective study found that anemia was associated with increased 5 years mortality rates rather than all-cause hospitalization rates and cardiac-related hospitalization rates in 295 patients who have diastolic heart failure (LVEF ≥ 50%) [23] . Halawa A et al. [24] showed that anemia (Hb b 100 g/l) was associated with 3-year mortality in patients with acute heart failure. In recent years, some subgroup analysis also agreed with this conclusion [2, 25] . In these studies, Felker The impacts of anemia in patients with might be multifactorial. Direct cardiac hypoxia, increased oxidative stress, increased fluid retention, increased sympathetic, and renin-angiotensin aldosterone activity [26] might all be related to anemia-induced negative effects in heart failure patients. It is known that anemia might decrease the oxygen-carrying capacity of the blood, which is mainly compensated by the increase of heart rate and stroke volume. Since the effect of increased heart rate is greater on diastolic period than that on systolic period, the increased heart rate and subsequent increase on cardiac output may partly explain why anemia did not resulted in poorer outcomes in HFpEF patients with anemia as compared to HFpEF patients without anemia [27] [28] [29] .
Both anemia and RD are common complications of heart failure. In our study, prevalence of renal dysfunction is also higher in patients with anemia (Table 1) . Postulated mechanisms include reduced production of erythropoietin due to RD, antiproliferative effects of accumulated uremia toxins, changes in iron homeostasis, and chronic immune activation [30, 31] . Our results further showed that Anemia-RD+ group and Anemia+RD+ group had similar all-cause mortality, which was consistent with the subgroup analysis of the Norwegian Heart Failure Registry and concluded that baseline anemia was not an independent predictor of all-cause mortality in outpatients with severe renal insufficiency [32] . However, the ANCHOR Study found the anemia (120 ≤ Hb b 130, 110 ≤ Hb b 120, 100 ≤ Hb b 110, 90 ≤ Hb b 100) and renal dysfunction (30 ≤ GFR b 44, 15 ≤ GFR b 30, GFR b 15) independently increased the risk of death from any cause, and hemoglobin level was an independent predictor of outcomes at all levels of kidney function, regardless of the level of systolic function [33] . The differences are considered in the following three aspects: First of all, our study population were limited to the hospitalized HFpEF patients. Secondly, we grouped the patients into anemia and renal dysfunction according to admission measurements of hemoglobin and eGFR values, and others further divided the patients into more detailed subgroups according to the degree of anemia and RD [33] . Accordingly, both anemia and renal dysfunction defined in our study may be transitory rather than chronic, these factors should be considered when interpreting the data presented in this study.
In addition, results from previous subgroup studies of HFrEF or heart failure have found that anemia can increase the risk of all-cause mortality in NYHA class I-II patients [2, 34] . Thus, we also performed a subgroup analysis of different NYHA class in patients with HFpEF. The results were different from the results of patients with HFrEF or heart failure [2, 34] .
Two study limitations of our study need to be mentioned: Firstly, multivariate COX regression is used to control confounding bias as much as possible that may affect outcome, but it cannot control the variables that are not measured, The results need to be confirmed in a randomized controlled trial; Secondly, CN-HF included both acute and chronic heart failure patients, but there was no record of acute and chronic heart failure classification, therefore, we cannot analysis the impact of anemia on acute and chronic patients with HFpEF.
Conclusions
In summary, the prevalence of anemia in hospitalized patients with HFpEF was 51.0% in CN-HF. Anemia was not an independent predictor of all-cause mortality and re-hospitalization when NYHA class was not considered, meanwhile, there was no interaction between anemia and renal dysfunction in predicting the endpoint event. [15] 109 N50% 35.0 Donal et al. [16] 539 N45% WHO 37.0 Tarantini et al. [17] 726 N40% Hb b 120 g/l 37.0 Felker et al. [18] 3093 N40% WHO 38.0 Tada et al. [19] 357 WHO 39.0 CN-HF 1604 ≥50% WHO 51.0 Katsuya Kajimoto, et al. [2] 2210 N40% WHO 53.4 Saheb Sharif-Askari et al. [20] 106 WHO 79.0
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